The system for rapid determination of viral RNA sequences (RDV) version 3.0 (1) was modified to simplify the procedure. The modified method was designated version 3.1. Adapters and primers for construction of second cDNA library in RDV version 3.1 were newly designed and used instead of those in RDV version 3.0 (see Figure below . A: adaptors, B: primers). Both adapters have sticky-end structures digested with Sau3AI or HpyCH4IV. The RDV version 3.1 method includes the 4 procedures described below.
1. RNA extraction. To eliminate contaminating cellular RNA and DNA from the samples, culture supernatant was treated with DNase I and RNase A as described previously (2), following RNA extraction by using a Total RNA isolation mini kit (Agilent Technologies, Santa Clara, CA, USA). Page 2 of 4 4. Direct sequencing. After electrophoresis of PCR products on agarose gels, bands >120 bp were excised, and DNA was extracted from the gel by using MonoFas.
Construction of first cDNA library. A whole-transcriptome amplification system
Direct sequencing was performed by using the forward or reverse primer.
